E = R" 6 /(R" D + R 0 " D ) 
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CH 

+ H 3 C-C-N=C=N-C— C-C-N^ 3 . H CI 
H 2 H 2 H 2 H 2 \ MCI 

III CHs 



B= A, C, T, G 



Hp, 22°C, 2.5 hours 
pH:5.7-5.8 




dNTPy-Am NS 



Primer Strand: 
TOP 5 ' 

Template Strands; 
BOT-T 3 ' 
BOT-C 3 ' 
BOT-G 3 ' 
BOT-A 3 ' 
BOT-3T 3 ' 
BOT-Sau 3 ' 



GGT ACT AAG CGG CCG CAT G 3' 

CCA TGA TTC GCC GGC GTA CTC 5' 
CCA TGA TTC GCC GGC GTA CCC 5' 
CCA TGA TTC GCC GGC GTA CGC 5' 
CCA TGA TTC GCC GGC GTA CAC 5 1 
CCA TGA TTC GCC GGC GTA CTT TC 5' 
CCA TGA TTC GCC GGC GTA CCT AG 5 • 



Incorporate: GATC AG AAAG 
(5' to 3') 




base extension 
base extension 
base extension 
base extension 
base extension 



19 base "TOP" 



Lane 1 2 3 4 5 



6 7 8 9 11 13 
10 12 





fife . 7 



Enzyme 



Klenow Taq 
+ + + + ++ ++ + + + 



Primer (TOP) + + + + + ++ ++ + + + 
Template - BOT - 3T BOT - T BOT-Sau BOT^jT 
Nucleotide - dG dA yA dG dAyA dG dAyA dA yA 




fit, r 



9 



Primer Strand: 

Top 5' GGT ACT AAG CGG CCG CAT G 3' 
Template Strands: 

3T 3' CCA TGA TTC GCC GGC GTA CTT TC 5' 
Sau 3 ' CCA TGA TTC GCC GGC GTA CCT AG 5 ' 



primer -► 




primer 



Y-dA dA dG Y-dA dA dG 



3T Sau 



Primer Strand: 

Top 5' GGT ACT AAG CGG CCG CAT G 3' 



Template Strands: 
B0T-3T 3 
BOT-Sau 3 



CCA TGA TTC GCC GGC GTA CTT TC 5' 
CCA TGA TTC GCC GGC GTA CCT AG 5' 



Enzyme: None T7 T7 Seq Seg T7 Sequenase Tag 

Primer: + ++++ + + 

Template: + - + 

Nucleotide: - dA YdA dA YdA dG dA (spill) YdA dG dA YdAdG dA YdAdG dA YdA dA J< 



+ + + ++ + + ++ + + + 
BOT-3T Sau BOT-3T Sau BOT-3T 




^0 - - 



06. Ii 



